Aims-To define the relation between the quantity of silver stained nucleolar organiser regions (AgNORs) 
statistically significant. Non-diploid tumours had a significantly higher mean (SD) AgNOR area than diploid tumours (3.68 (1.04) AgNOR quantity was measured in 194 of the 206 needle biopsy specimens selected for the study. Five (0.24%) cases could not be evaluated because of tissue detachment during microwave oven pre-treatment and in seven (0.34%) of the silver stained sections it was not possible to identify the neoplastic area identified in the haematoxylin and eosin sections. In order to obtain better AgNOR visualisation, slides were pre-heated in sodium citrate buffer, as recently proposed by Ofner et al.'0 Sections were cleared in xylene and rehydrated through alcohol to distilled water. Slides were then removed from water into microwave-safe plastic slide holders and immersed fully in 10 mM sodium citrate buffer (pH 6.0). Slide holders were placed in the centre of a plastic pan containing about 500 ml water. The pan was always placed in the same position of the same microwave oven (Specemaker II). Slides were microwaved for 10 minutes at high setting (800 W) and cooled at room temperature for 20 minutes. NOR silver staining was then carried out for 20 minutes at room temperature in the dark using a solution of one volume 2% gelatin in 1 % aqueous formic acid and two volumes of 50% silver nitrate.11
The neoplastic area to be evaluated was identified in the haematoxylin and eosin section and located carefully in the silver stained section. For each case, the AgNOR area within 100 nuclei was measured using the Cell Measurement Program (CMP) of the CAS 200 image analysis system, and the mean value and the standard deviation (in jim2) were obtained automatically. We limited our morphometric analysis to 100 nuclei per biopsy specimen as after 75-80 measurements both the mean value and the standard deviation were nearly constant, even in heterogeneous specimens.
MIB-1 IMMUNOSTAINING AND QUANTIFICATION
Sections for MIB-1 immunostaining were deparaffinised in two changes of xylene for 10 minutes each and hydrated in graded alcohols. Slides were then microwaved for five minutes, as described previously, on maximum power (800 W) and for a further eight minutes on 30% power. After cooling at room temperature for 20 minutes, slides were processed with the Ventana ES Immunostainer Automated System for MIB-1 immunostaining (clone MM1, Ventana Medical System Inc., Tucson, USA). The immunoreaction was developed with 3,3'diaminobenzidine (DAB) and counterstained with haematoxylin. Quantitative analysis of MIB-1 immunostaining was obtained by image analysis, using a specific program (QPI: Quantitative Proliferation Index) of the CAS 200 image analysis system. The QPI program uses two sensing channels. After the definition of the specific grey thresholds, the first channel (at 620 nm) was used for the identification of all the nuclei and the second one (at 500 nm) consecutive fields of the most "proliferatively active" tumour area until at least 50 000 gim2 cancer nuclei were evaluated.'2 The PI (Proliferation Index-that is, the ratio between the area of positive nuclei to the area of the total nuclei x 100) was automatically obtained by the computer in each selected field after any non-tumour cells (stromal and inflammatory cells) were interactively excluded by the operator using a specific "draw function". When MIB-1-PIs were compared with the mean AgNOR area values by linear regression analysis, a highly significant correlation was found(r=0.83;p < 0.001;fig3).
Discussion
Histological grade is the most important independent parameter for predicting prognosis of patients with prostatic cancer.' Of the different methods proposed for grading prostatic tumours, the Gleason system is the most frequently used.7 However, the criteria used for histological grading are subjective and several authors have reported significant intra-and inter-observer variability for the Gleason system.'3 In the present study we have demonstrated that AgNOR area increases progressively with increasing Gleason score, showing a highly significant difference in the mean AgNOR values between low and intermediate and between intermediate and high grade tumours. Our results, obtained by image cytometry, confirm previous small studies in which AgNOR evaluation was performed using the counting method, consisting of the enumeration of each silver stained dot per cell directly at the microscope at high magnification. 15 ' Compared with the counting method, morphometric analysis permits more objective and reproducible AgNOR quantification in histological sections, as shown in a recent study in which the two methods were compared in the same series of breast carcinomas. 4 DNA content is also regarded as an important prognostic parameter in prostatic cancer. In a study performed on 494 radical prostatectomies, Lieber et al'6 have defined the prognostic significance of ploidy, showing that DNA content is significantly related to disease-free and overall survival, and gives a high and independent predictive value when entered into multivariate analysis together with the Gleason score and pathological stage. Flow cytometry is the standard method for measuring DNA content in prostatic cancers. However, as a large number of cells is required for analysis, it is generally performed on radical prostatectomy specimens only. Information on DNA content is therefore available only after the treatment strategy has already been planned. DNA 
